Bradyrhizobium elkanii is successfully used in the formulation of commercial inoculants and, together with B. japonicum, it fully supplies the plant nitrogen demands. Despite the similarity between B. japonicum and B. elkanii species, several works demonstrated genetic and physiological differences between them. In this work Representational Difference Analysis (RDA) was used for genomic comparison between B.
Construction of subtractive libraries and sequencing
An aliquot of the final RDA products (DP3 fragments) was filled in with Klenow fragment and phosphorylated with T4 polynucleotide kinase (Promega). Upon heat inactivation, the samples were column purified and ligated to SmaI-digested and dephosphorylated pUC18 vector. Escherichia coli XL1
Blue competent cells were heat-shock transformed with the ligation products. White Escherichia coli colonies were selected and extracted plasmids were sequenced in both directions in the ACT Gene Laboratory (Centro de Biotecnologia, UFRGS, Brazil) using the automatic sequencer ABI-PRISM 3100 Genetic Analyzer and M13 universal primers. Labeling reactions were performed in a Gene Amp PCR System 9700 (Applied Biosystems) thermocycler. The sequences were analyzed with the Staden Package software (v.
1.7.0, http://www.sourceforge.net). The final resulting sequences were compared to the GenBank database using the BLASTN program.
RESULTS

RDA procedure
Three rounds of subtractive hybridization and kinetic enrichment were performed using DNA from B. elkanii SEMIA 587 as tester and DNA from B. japonicum USDA110 as driver. As expected, exponential amplification of fragments specific to the tester DNA was obtained (see below). Linear amplification of fragments that were present on either DNA populations (tester and driver) was also observed. Several works had suggested the use of Mung bean nuclease to eliminate or reduce the unwanted linear amplification during the amplification step (38, 45) while others suggested that a 1:10 dilution is enough for the achievement of this proposal (2). Both alternatives were used in the present work during the PCR step. As similar amplifications results were achieved using either Mung bean or 1:10 dilution as template, both amplifications products were mixed and used as one in the following RDA rounds. Genomic differences between Bradyrhizobium elkanii and B. japonicum species
BLAST Results
Several genetic differences between DNAs from B. japonicum USDA110 and B. elkanii SEMIA 587 strains were successfully isolated by RDA methodology. After the three rounds of subtractive hybridization and kinetic enrichment the resultant products were used to construct a RDA library. The pUC18 cloned fragments were sequenced, analyzed by Staden Package and screened for similarity with those available on the GenBank database using BLASTN program. As the complete genome sequence of B. japonicum USDA110 is also available on GenBank database the RDA library sequences could be screened directly against it.
From the 234 total sequences obtained, 52 were redundant. Table 2 shows the complete information about these data. Genomic differences between Bradyrhizobium elkanii and B. japonicum species 
B. elkanii SEMIA 587 unique sequences
The RDA approach revealed 46 sequences without similarity to B. japonicum USDA 110 genome. From these, 39
showed no similarity with sequences in public databases and seven showed similarity with sequences of genes that codify proteins, some of them with known function.
The sequence carried by clone i29 was similar to a sequence of the gene that codes for a putative carboxylase Homolog to Xanthobacter autotrophicus Py2 virulence factor MVIN family protein was first described in Salmonella typhimurium. This protein has been shown to be an important virulence factor for this organism when infecting mouse (29) and it is part of a Sinorhizobium meliloti essential operon (41) .
Moreover, the mviN gene in Rhizobium tropici was found to be involved in motility (37) The possibility of RDA technique to identify unique Genomic differences between Bradyrhizobium elkanii and B. japonicum species sequences had been confirmed in this work, since several DNA fragments unique to the tester DNA were obtained. These fragments included a large number of sequences that were not present in the genome of B. japonicum USDA 110. Some of the genes identified could be involved in mechanisms related to antibiotics resistance, motility, photosynthesis and transport, and could be the responsible for the phenotypic differences found between these two bacterial species. Further studies will be necessary to confirm the expression and functionalities of the predicted gene products. Nevertheless, the information provided will contribute to our knowledge concerning the molecular differences between these two species as well as the 
